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CD4+Foxp3-expressing Treg cells, which constitu-
tively express the inhibitory coreceptor CTLA-4, are
indispensable for immune homeostasis. We deter-
mined the roles of Treg cells and T follicular regula-
tory (Tfr) cells in the control of humoral immune
responses. Depletion of Treg cells, blocking of
CTLA-4 or a Treg cell specific reduction in CTLA-4
expression, resulted in an increase in the formation
of antigen-specific Tfh cells, germinal center (GC),
and plasma and memory B cells after vaccination. In
the absence of Treg cell-expressed CTLA-4, large
numbers of Tfr cells were present but were unable
to restrain Tfh cell and GC formation. Temporary
Treg cell depletion during primary immunization was
sufficient to enhance secondary immune responses.
Tregcells directly inhibited, viaCTLA-4,Bcell expres-
sion of CD80 and CD86, which was essential for Tfh
cell formation. Thus, Treg and Tfr cells control Tfh
cell and germinal center development, via CTLA-4-
dependent regulation of CD80 and CD86 expression.
INTRODUCTION
Foxp3+regulatory T (Treg) cells constitute around 10%of periph-
eral CD4+ T cells and are crucial in the maintenance of immune
self-tolerance and homeostasis (Sakaguchi et al., 2008; Wing
and Sakaguchi, 2010). Loss of function of the transcription factor
Foxp3 in mice and humans causes widespread autoimmunity
and fatal lymphoproliferative disease (Bennett et al., 2001; Brun-
kow et al., 2001; Fontenot et al., 2003; Wildin et al., 2001; Wildin
et al., 2002), also displaying dysregulated humoral immunity
(Wing and Sakaguchi, 2014) characterized by large-scale spon-
taneous generation of germinal centers and T follicular helper
(Tfh) cells (Chung et al., 2011), and hyperproduction of immuno-
globulin E (IgE) (Lin et al., 2005; Wildin et al., 2002). It remains
obscure, however, how Treg cells control humoral immunity, in
particular whether they differentially control Th2 or Tfh, or directly
influence B cells, and what is the molecular basis of the control.
Tfh cells are specialized for the delivery of help to B cells within
the follicle (Crotty, 2011). In addition to the lineage defining tran-Immscription factor Bcl6, Tfh cells express the chemokine receptor
CXCR5,which in combinationwith a loss of CCR7 expression, al-
lows Tfh cells to travel into the B cell follicle and deliver help to B
cells, allowing maintenance of the germinal center reaction, gen-
eration of high-affinity antibody, and long-lasting plasma and
memory B cells (Crotty, 2011; Ma et al., 2012). More recently, it
has been demonstrated that a subset of Foxp3+ Treg cells gain
expression of Bcl6 and CXCR5, allowing their localization into
the B cell follicle where they control the expansion of the germinal
center and Tfh cells by as yet undefined mechanisms (Chung
et al., 2011; Linterman et al., 2011; Wollenberg et al., 2011).
Treg cells utilize a wide range of suppressive mechanisms
(Shevach, 2009; Yamaguchi et al., 2011). Yet, Treg-specific con-
ditional gene deletion (CKO) experiments have demonstrated
that CTLA-4 plays a dominant role in Treg cell maintenance of
immune self-tolerance and homeostasis as Treg cell CTLA-4
CKO mice suffer from hyper IgE, high concentrations of serum
IgG and autoantibodies, and lymphoproliferative disease, in
addition to fatal systemic autoimmunity, similar to Foxp3-defi-
cient mice (Wing et al., 2008). It remains to be determined, how-
ever, how CTLA-4 is involved in Treg cell-mediated suppression
of humoral immunity.
Here, we have investigated the role of Treg cells in the control
of the humoral response to foreign antigens, in particular how
they control antigen-specific Tfh and germinal center B cell re-
sponses. By in vivo depletion of Treg and T follicular regulatory
(Tfr) cells, Treg cell-specific deficiency of CTLA-4, or CTLA-4
blockade with specific antibodies, we have shown that Treg
and Tfr cells modulate humoral immunity to foreign antigens
via CTLA-4. In addition, Treg cell depletion either enhanced or
attenuated antigen-specific Tfh cell formation depending on
the timing and duration of Treg cell depletion. Thus, Treg and
Tfr cells control humoral immunity via CTLA-4, enabling thera-
peutic targeting of these cells, for example, in autoantibody-
mediated autoimmune diseases and IgE-mediated allergy.
RESULTS
Short-Term Depletion of Treg Cells Enhances Antigen-
Specific Tfh Cell Formation
Treg cell depletion was achieved by the DEREG depletion
system, in which Foxp3+ Treg cells express diphtheria toxin re-
ceptor (DTR) as part of a bacterial artificial chromosome (BAC)
transgene under the Foxp3 promoter (Lahl et al., 2007). DEREGunity 41, 1013–1025, December 18, 2014 ª2014 Elsevier Inc. 1013
Figure 1. Effect of Treg Depletion on T Follicular Helper Formation
(A and B) BALB/c DEREGmice were treated with 1 mg DT i.p. at days1, 3, 6, and 8, and vaccinated i.p. with 100 mg NP-Ova in Alum on day 0. (A) Time course of
Treg and Tfr depletion. (B) Effect of Treg depletion on Tfh (Bcl6+CXCR5+Foxp3) formation. n = 4 representative of four separate experiments.
(C–G) C57BL/6 Foxp3-DTR-GFP (FDG) mice were vaccinated i.p. with 50 mg NP-2W1S-GFP in alum at day 0. Mice were treated with DT on days 1,
3, 6, and 8 (DT long), DT at day 1 only (DT short) or PBS only (No DT), before analysis at day 10. Total 2W1S:I-Ab-PE tetramer-positive CD4+ T cells
from both spleen and lymph nodes were enumerated following anti-PE magnetic enrichment. (C) Foxp3 staining and GFP Foxp3 reporter at day 10. (D)
Tetramer staining pattern in unenriched and enriched samples, pregated on size, singlets, Live/Dead stainB220CD11cCD11bF4/80CD4+ cells.
(E) Representative staining patterns of tetramer+ (tet+) and tetramer (tet) CD4 T cells, Tfh identified as Bcl6+PD1+. (F) Total number of tet+ CD4+
(legend continued on next page)
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Role of Treg CTLA-4 in Humoral Immunitymice and wild-type (WT) littermates were treated with diphtheria
toxin (DT) on days 1, 3, 6, and 8 and vaccinated on day 0 with
ovalbumin (Ova) conjugated to the haptan 4-hydroxy-3-Nitro-
phenyl (NP). This led to a temporary loss of Treg cells, particu-
larly at the time of vaccination (Figure 1A). Although the total
Treg cell population rapidly recovered after DT treatment, we
found that the Tfr (CXCR5+Bcl6+Foxp3+) cell subset failed to
recover as late as 10 days after vaccination (Figure 1A). This de-
layed recovery of Tfr cells is likely due to the depletion of Treg
cells at the point of vaccination, when Treg cells presumably
receive the signals required to differentiate into Tfr cells, rather
than a more general loss of activated Treg cells, as CD103-ex-
pressing activated Treg cells were increased on day 10 post-
vaccination in DEREG mice (data not shown). After depletion
of Tregs, enhanced formation of Tfh cells expressing CXCR5,
Bcl6, and PD-1 was observed (Figure 1B) and, as might be ex-
pected from the loss of Tfr and gain of Tfh, the Tfh/Tfr ratio was
also significantly increased (data not shown). This enhanced Tfh
formation is likely to be at least partly due to the expansion of
autoreactive and polyclonal Tfh cell numbers since similar
expansion in numbers occurred with Treg cell depletion in the
absence of vaccination (data not shown). In addition, DEREG
mice showed a rapid reconstitution of Foxp3+ Tregs despite
repeated doses of DT (Figure 1A), due to expansion of an initially
small population of DTR-negative Treg cells (data not shown).
To address more precisely the kinetics of Treg cell depletion
on antigen-specific Tfh formation, we used another Treg DTR
model, which expressed a Foxp3-DTR-GFP (FDG) fusion pro-
tein (Kim et al., 2007). In FDG mice, a single treatment with
DT (DT short) 1 day before vaccination caused temporary deple-
tion of Treg cells and their reconstitution by day 10 while
repeated DT treatments (DT long) on days 1, 3, 6, and 8, sus-
tained the loss of Treg cells throughout the experiment (Fig-
ure 1C). In addition, FDG mice vaccinated with NP-2WIS-GFP
enabled assessment of MHCII 2W1S:I-Ab tetramer (tet)-binding
CD4+ T cells enriched by magnetic sorting (Moon et al., 2009)
(Figure 1D), allowing us to determine expansion of epitope-spe-
cific T cells in response to different timings of Treg cell deple-
tion. Because Bcl6+PD1+ is an accurate predictor of CXCR5
and BTLA positivity (data not shown), Tfh cells were identified
as Bcl6+PD1+ in tetramer experiments to avoid the interaction
between biotin-CXCR5:Streptavidin staining and biotinylated
tetramer. Interestingly, while both a single dose and repeated
doses of DT enhanced tet Tfh formation, repeated doses
clearly reduced the percentage of Tfh cells within the tet+ pop-
ulation (Figure 1E), suggesting that vaccine-specific Tfh cells
were being outcompeted by autoreactive Tfh cells. Correspond-
ingly, short-term Treg cell depletion increased total numbers of
tet+ Tfh and non-Tfh cells (Figure 1F), whereas sustained Treg
cell depletion significantly reduced the numbers of tet+ Tfh cells
(Figure 1G). We also confirmed that scaled doses of DT, and
consequently graded degrees of Treg cell depletion, exhibited
dose-dependent effects on Tfh cell formation, increased inter-
feron-g (IFN-g) and interleukin-4 (IL-4) production by Tfh cellsT cells following DT short schedule. Tfh = Bcl6+PD1+, PD1+Th = Bcl6PD
number of tetramer-positive (tet+) CD4+ T cells following repeated doses of D
and (B) from one-way ANOVA with Holm-Sidak multiple comparisons test co
mean + SEM. See also Figure S1.
Immin a similar manner to that previously observed in total CD4+
cells (Tian et al., 2011), and increased germinal center formation
by B cells (see Figure S1 available online). In contrast, Treg
depletion did not affect IL-21 expression by Tfh, although it
was increased in CXCR5 negative CD4 T cells (Figure S1). We
believe that the ratio of IL-4/IL-21 might be an important factor
in determining switching to IgE or IgG1 production. IL-17 pro-
duction was unaffected in both Tfh and non-Tfh (Figure S1).
Additionally, C57BL/6 DEREG mice enhanced tetramer-binding
Tfh cell numbers comparably to short-term DT-treated FDG
mice (Figure S1). Thus, transient Treg depletion and vaccination
together enhance antigen-specific Tfh cell formation.
Treg Cell Depletion Enhances Antigen-Specific B Cell
Responses
Treg cell depletion (DT treatment on days 1, 3, 6 and 8) in
BALB/c DEREG, NP-Ova-vaccinated mice increased the pro-
portion of NP-specific isotype class-switched (IgDIgM)
germinal center, plasma, and memory B cells when they were
vaccinated on day 0 and assessed on day 10 (Figures 2A and
B; Figure S2). NP-specific serum IgG2a and IgE, but not IgG1
and IgG3, antibody concentrations were also increased
concomitantly (Figure 2C). Using the FDG DTR depletion model
on the C57BL/6 background to investigate the kinetics, we found
that short-term Treg depletion (DT treatment on day 1) pro-
duced similar results to those seen in the DEREG mice; yet
sustained Treg depletion failed to increase the proportion of
antigen-specific GC B cells, although plasma cell levels were
enhanced (Figure S2). Serum concentrations of both total and
high-affinity anti-NP antibodies were increased in either condi-
tion, while anti-dsDNA antibody levels were enhanced by sus-
tained but not short-term depletion of Treg cells (Figure S2).
Additionally, the ratio of total antibody to high-affinity antibody
was not changed, suggesting that there was no significant effect
on affinity maturation (Figure S2). These experiments collectively
demonstrate that short-term depletion of Treg cells is both more
efficient at generating antigen-specific immunity and less likely
to generate autoimmunity. The observed effects of Treg cell
depletion were robust because similar results were observed
across different antigens (NP-Ova and NP-2WIS-GFP), mouse
strains (BALB/c and C57BL/6), and Treg cell depletion models
(DEREG BAC transgenic mice and FDG mice).
Memory Immunity Is Enhanced by Transient Treg Cell
Depletion
Because early memory B cells were increased at day 10 (Fig-
ure 2A), we sought to investigate whether this was translated
into long-term changes in immunological memory. Following a
similar DT and vaccination schedule to that used previously,
BALB/c mice were left until day 65 postprimary vaccination, re-
vaccinated without adjuvant, and analyzed 7 days later (Fig-
ure 3A). By this time point, Treg cell levels were not only fully
restored but were significantly, although slightly, higher in
DEREG than WT mice (Figure 3B). Tfr cells were reduced as1+, Th = Bcl6PD1, corresponding Treg subsets also Foxp3+. (G) Total
T (DT long). N = 7 pooled from two separate experiments. p values in (A)
mparing WT and DEREG at the indicated time points. Bars/lines represent
unity 41, 1013–1025, December 18, 2014 ª2014 Elsevier Inc. 1015
Figure 2. Effect of Treg Depletion on B Cell
Function
BALB/c DEREG mice were treated with 1 mg DT
I.P. at days1, 3, 6, and 8, and vaccinated i.p. with
100 mg NP-Ova in Alum on day 0. (A) Antigen-
specific (NP+) class switched (IgDIgM) germinal
center, plasma, and memory B cells at day 10
postvaccination. (B) Representative gating strat-
egy used to identify antigen-specific germinal
center B cells, pregated on size, singlets, dead cell
stain, B220+CD4 C) NP-specific serum anti-
body levels at day 10 postvaccination, determined
by NP(24)-BSA ELISA. p values in (C) from two-
way ANOVA. n = 4 representative of four separate
experiments. Bars/lines represent mean + SEM.
See also Figure S2.
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Role of Treg CTLA-4 in Humoral Immunitypercentage of Tfh (Figure 3B), but not total CD4+ T cells, resulting
in a significantly increased Tfh/Tfr ratio (data not shown), sug-
gesting that the initial loss of Tfr cells seen during primary vacci-
nation had not fully recovered. Class-switched NP-binding
germinal center B cells, plasma cells, and total Tfh cells were
also significantly enhanced in DEREG mice, suggesting that
the initial perturbation of Treg cells during primary vaccination
had lasting consequences on B and T cell memory responses
(Figure 3C). In addition, NP-binding total IgG and IgE levels
demonstrated an enhanced memory recall response in these
mice (Figure 3D). More detailed analysis of responding isotypes
revealed that similar to the primary response IgE and IgG2a
levels were increased, but in contrast to the primary response1016 Immunity 41, 1013–1025, December 18, 2014 ª2014 Elsevier Inc.IgG1 production was now also increased
(Figure S3). Similar to the primary
response, we did not see evidence of
significantly altered affinity maturation
as the ratio of total antibody to high-
affinity antibody was not changed
(Figure 3E).
Conditional Gene Deletion of Treg
Cell CTLA-4 Induces Spontaneous
Formation of Tfh Cells and
Germinal Centers
Given the critical role of Treg CTLA-4
expression in themaintenance of immune
homeostasis (Wing et al., 2008), it was
likely that the enhancement of humoral
immunity seen in the absence of Treg
and Tfr cells was primarily due to the
loss of CTLA-4-dependent Treg-sup-
pressive function. Tfr cells expressed
higher amounts of CTLA-4 in comparison
to the total Treg population (Figure 4A)
(Linterman et al., 2011). However, when
Tfr cells were compared to activated
CXCR5CD44+ Treg cells, we did not
see any clear difference in CTLA-4
expression levels (data not shown), indi-
cating that the enhanced CTLA-4 expres-
sion by Tfr cells might be a result of theiractivated status rather than an intrinsic difference from nonfollic-
ular resident Treg cells.
Previous reports havedemonstrated that anti-CTLA-4blocking
antibody enhances germinal center formation (Walker et al.,
2003), vaccine response inmacaques (Keler et al., 2003) andmu-
rine responses to polysaccharide vaccination (Boudewijns et al.,
2005). However, it has not been clearwhether CTLA-4 expressed
by Treg or effector T cells is responsible for this process since
effector Tcells alsopossesscell-extrinsicCTLA-4 function (Corse
and Allison, 2012; Ise et al., 2010; Wang et al., 2012). In order to
examine the specific contribution of Treg CTLA-4, we assessed
spontaneous germinal center formation and Tfh formation in
Treg-specific CTLA-4 CKO mice, which suffer from widespread
Figure 3. Treg Depletion during Primary
Vaccination Affects Long-Term Memory Re-
sponses
BALB/c DEREGmice were treated with 1 mg DT i.p.
at days 1, 3, 6, and 8, and vaccinated i.p. with
100 mg NP-Ova in Alum on day 0.65 days later.
Mice were revaccinated without any further DT
treatment or adjuvant and B and T cell responses
measured at day 7 postrevaccination.
(A) Outline of experiment.
(B) Proportions of Treg and Tfr at day 72.
(C) Germinal center and plasma NP specific
IgDIgM B cells and Tfh (CXCR5+Bcl6+) cells.
(D) Arbitrary units of NP-specific IgG and IgE at day
65 (prerevaccination), day 69 and day 72, deter-
mined by NP(30)-BSA ELISA.
(E) Ratios of arbitrary units of high affinity and total
NP binding antibody at day 72 as assessed by
binding to NP(4)-BSA and NP(30)-BSA, respec-
tively. p values in (D) from two-way ANOVA
comparing WT and DEREG mice. N = 6 pooled
from two separate experiments. Bars/lines repre-
sent mean + SEM. See also Figure S3.
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Role of Treg CTLA-4 in Humoral Immunityautoimmunity and splenomegaly in specific pathogen-free (SPF)
conditions, as we previously reported (Wing et al., 2008).
Comparing CTLA-4wt/wt, CTLA-4flox/wt, and CTLA-4flox/flox mice
(all Foxp3IRES-Cre+/Y hemizygous males), CTLA-4flox/wt heterozy-
gous mice exhibited a mild loss of CTLA-4 in both Treg and Tfr
cells compared to the profound loss of CTLA-4 expression seen
in CTLA-4flox/flox homozygous CKO mice (Figure 4A). Corre-
spondingly, CTLA-4flox/flox homozygous mice developed large
numbers of spontaneous germinal center B cells and Tfh cells in
the spleen; in addition, at sites where GC formation is normally
found inWTmicedue to interactionswithmicroflora (e.g., Peyer’s
patches andmesenteric lymphnode), GCand Tfh formationwere
also enhanced (Figures 4B and 4C). Interestingly, these mice
possessed high proportions of both Treg and Tfr cells (Figures
4D and 4E), a likely consequence of the large scale of inflamma-
tion. In contrast, CTLA-4flox/wt heterozygous mice did not suffer
from overt autoimmunity and had no clear induction of GCs and
Tfh in the spleen or mLN, with mild enhancement in the Peyer’s
patches (Figures 4A and 4B), and no clear expansion of Treg
cells (Figures 4C and 4D), suggesting that the reduced CTLA-4
expression in thesemicewas sufficient tomaintain self-tolerance
and homeostasis at least in the period we observed.
Thus, without CTLA-4, even high proportions of Treg and Tfr
cells are unable to restrain expansion of Tfh or GC formation,Immunity 41, 1013–1025, Desuggesting that other proposed mecha-
nisms of Treg and Tfr suppression of hu-
moral immunity are insufficient to retain
control in the absence of CTLA-4.
Treg CTLA-4 Controls Antigen-
Specific Tfh Formation and IL-4
Production
Upon vaccination, we found that CTLA-4
CKO mice had high levels of Tfh and
germinal center B cells, with very low
proportions of these cells displaying anti-gen specificity (data not shown). This again suggested that
outgrowth of autoreactive clones might outcompete the specific
response. However, because these mice suffered from wide-
spread inflammation and spontaneous formation of Tfh and
GC B cells, it was difficult to differentiate between the direct
effects of the loss of Treg CTLA-4 on vaccination and the more
indirect effects of inflammation. To address this point, we used
heterozygous CTLA-4flox/wt mice to examine specific immunity
(again in Foxp3IRES-Cre+/Y hemizygous males). As noted, these
mice failed to show clear spontaneous induction of Tfh and
GCs in the spleen and were essentially healthy at the observed
time points. We found that partial loss of CTLA-4 expression
led to increased splenic Tfh formation after vaccination (Fig-
ure 5A), in contrast to the lack of expansion seen in
the absence of vaccination (Figure 4C), suggesting that anti-
gen-specific Tfh formation was enhanced by reduction of
CTLA-4 expression. In addition, antigen-specific GC, plasma,
and memory B cells were increased while serum IgE, but not
IgG, levels were also raised (Figure 5B). To confirm the effect
of CTLA-4 on specific Tfh formation and IgE production, we
used CTLA-4 blocking antibody (Clone 9D9) (Quezada et al.,
2006) in C57BL/6 mice. We found that this caused the expansion
of total (non-tetramer stained) Tregs, Tfh, and Tfr, whereas the
Tfh/Tfr ratio was not significantly altered (Figure S4), suggestingcember 18, 2014 ª2014 Elsevier Inc. 1017
Figure 4. Spontaneous Formation of Tfh, Tfr, and Germinal Centers in CTLA-4 CKO Mice
Spontaneous generation of germinal centers, Tfh, Tregs, and Tfr in unvaccinated SPF BALB/c CTLA-4flox/flox, CTLA-4flox/wt, and CTLA-4wt/wt, Foxp3IRES-Cre mice
at 4 weeks of age. All mice are Foxp3IRES-Cre hemizygous males.
(A) Intracellular CTLA-4 expression by Tregs and Tfr in CTLA-4 floxed mice.
(B) Representative formation of GC, Tfh, and Tfr in spleen, mesenteric lymph nodes (mLN), and Peyer’s patches.
(C) Tfh formation in splenic CD4+.
(D) Percentage Treg in splenic CD4+.
(E) Percentage Tfr of splenic CD4+. Significance in (C), (D), and (E) from one-way ANOVAwith Holm-Sidak multiple comparisons test. n = 3 representative of three
separate experiments. Bars represent mean + SEM.
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Role of Treg CTLA-4 in Humoral Immunitythat, similar to the situation in CTLA-4 CKOmice, Tfr are present
but unable to exert suppression when CTLA-4 is blocked or ab-
sent. We then examined tetramer binding cells and found that,
similar to Treg depletion, CTLA-4 blocking induced significant
expansion of tetramer-binding PD1+Bcl6+ Tfh, PD1+Bcl6 acti-
vated T cells and PD1Bcl6 cells, thus enhancing both the per-
centage of tetramer-positive cells forming Tfh (Figure 5C) and the
total number of tetramer-positive cells (Figure 5D). Interestingly,
while tetramer-binding PD1Bcl6 Treg cells expanded in pro-
portion with PD1Bcl6 T cells, the numbers of tetramer-binding1018 Immunity 41, 1013–1025, December 18, 2014 ª2014 Elsevier InTfr cells were extremely low in the isotype-treated group and
failed to expand in a similar manner to Tfh (Figure 5D). This
suggested that anti-CTLA-4 antibody treatment preferentially
expanded tetramer-binding Tfh cells out of proportion with
their matching Tfr suppressive population, while PD1+ and
PD1Bcl6 Tregs were able to maintain a consistent ratio with
their matching effector populations (Figure S4). This is particu-
larly significant because the ratio of Tfh to Tfr might be more
important than their total numbers in determining the overall
strength of the humoral immune response (Sage et al., 2013).c.
Figure 5. Effect of CTLA-4 on Antigen Specific Tfh Cell Formation
(A and B) BALB/c CTLA4flox Foxp3IRES-Cre mice were vaccinated i.p. with 100 mg Np-Ova in Alum and analyzed at day 10. (A) Formation of Tfh, NP-specific
IgDIgM germinal center, plasma, and memory B cells in CTLA-4 heterozygous (flox/wt) and wild-type (wt/wt) mice. (B) NP-binding antibody from serum of
vaccinated mice, determined by NP(24)-BSA ELISA. n = 3 representative of three separate experiments. All mice in (A) and (B) are Foxp3IRES-Cre hemizygous
males.
(C–F) Human CD2 IL-4 reporter C57BL/6micewere treated i.p. with 500 mg anti-CTLA-4 (clone:9D9) or Isotype control 1 day prevaccination with 50 mgNP-2W1S-
GFP in alum then further treated with 250 mg antibody at days 2 and 5 before analysis at day 7. Total 2W1S:I-Ab-PE tetramer-positive CD4 T cells from combined
spleen and lymph nodes were enumerated following anti-PE magnetic enrichment. (C) Representative Bcl6 and PD1 staining pattern in antibody-treated
tetramer-positive (tet+) and tetramer-negative (tet) CD4+ T cells. (D) Total tet+ CD4 T cells per mouse, Tfh (Bcl6+PD1+), PD1+Th (Bcl6PD1+), and Th
(Bcl6PD1). Corresponding Treg subsets are also Foxp3+. (E) Representative cell-surface staining of human CD2 IL-4 reporter. (F) Total tet+, IL-4 positive, CD4
T cells per mouse. N = 6 pooled from two separate experiments. Bars/lines represent mean + SEM. p values in (B) are from two-way ANOVA comparing CTLA-4
floxed and WT mice. See also Figures S4 and S5.
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Role of Treg CTLA-4 in Humoral ImmunityIn addition to Tfh formation, CTLA-4 blockade significantly
enhanced NP-binding GC, plasma, and memory B cells and
the resulting antibody response on both C57BL/6 and BALB/c
backgrounds. Although the effect of CTLA-4 blocking on the
antibody response was specific to IgE on the BALB/c back-
ground, C57BL/6 also exhibited enhanced IgG formation, sug-
gesting some strain dependency of this effect (Figure S5). In
addition, by the use of an IL-4 reporter mouse system, we found
that the proportion of tet+ Tfh cells producing IL-4 was enhanced
following CTLA-4 blocking antibody treatment (Figure 5E) and
that this corresponded to a significant increase in the total
number of IL-4-producing, tetramer binding, Tfh cells (Figure 5F).
In combination with previous data that Treg cell depletion
enhanced IL-4 production by Tfh cells (Figure S1), this suggests
that Treg CTLA-4 might critically control IL-4 production by anti-
gen-specific Tfh cells and the resulting IgE response. In contrast,
the percentage of total Tfh cells expressing IFN-g was slightly
but significantly reduced, perhaps as a result of preferential con-
version to IL-4-positive Tfh cells (data not shown).
Treg Cell-Expressed CTLA-4 Controls B Cell CD80-
CD86 Expression and Tfh Formation
Tfh and Tfr cells require CD28-derived signaling in order to fully
commit to the Tfh or Tfr cell lineage as CD28 or B cell deficient or
depleted mice have reduced CD4+ T cell CXCR5 expression, Tfh
formation, and IL-4 production (Baumjohann et al., 2011; Haynes
et al., 2007; Leo´n et al., 2012; Linterman et al., 2011; Linterman
et al., 2009; Walker et al., 1999). B cell-specific expression of
CD86, but not CD80, is critical to the formation of Tfh cells in
the context of viral infection (Salek-Ardakani et al., 2011),
whereas loss of B cell CD80 expression has more subtle effects
on Tfh cell formation (Good-Jacobson et al., 2012). Because a
key effector function of Treg CTLA-4 is control of antigen-pre-
senting cell (APC) CD80 and 86 expression (Onishi et al., 2008;
Qureshi et al., 2011; Wing et al., 2008), it was a logical next
step to examine B cell CD80 and CD86 expression.
Depletion of Treg cells led to increased CD86 expressed by
both CD38+ naive and memory B cells and CD38 GC B cells
(Figures 6A and 6B), visible as early as day 3 after initial Treg
depletion. CD80 was significantly affected at a later time point
in CD38-positive B cells (Figure 6B). Additionally, B cell CD86
expression was increased following anti-CTLA-4 treatment or
in CTLA-4flox/wt, Foxp3IRES-Cre+/Y hemizygous male mice (Fig-
ure 6B). CD80 expression was significantly increased in GC B
cells following anti-CTLA-4 treatment, but not in CTLA-4 hetero-
zygous mice (data not shown). Dendritic cell (DC)-expressed
CD80 and 86 was also increased in a similar manner (data not
shown).
While it is already well established that Treg cells are able to
directly deplete CD80 and CD86 from DCs (Onishi et al., 2008;
Wing et al., 2008), it is less well defined whether they are able
to directly interact with B cells in the same way or whether the
effect on B cells seen in vivo is direct or a downstream conse-
quence of interactions with other cell types. In addition, although
Tfr cells are known to express CTLA-4, it is less clear whether
they are able to downregulate CD80 or CD86. To investigate
this issue, we used female mice homozygous for CTLA-4flox
but heterozygous for Foxp3IRES-Cre. Due to Foxp3 being en-
coded on the X chromosome, these mice have approximately1020 Immunity 41, 1013–1025, December 18, 2014 ª2014 Elsevier Inequal amounts of CTLA-4-sufficient and CTLA-4-deficient Treg
cells and are essentially healthy, allowing the purification of
CTLA-4-deficient Treg cells (marked by Cre-inducible RFP
expression by Rosa26 knockin of loxP-stop-loxP-RFP) without
the problems associated with purification of highly activated
Treg cells from full CTLA-4 CKO (Wing et al., 2008).
We found that, in vitro, both Treg and Tfr cells were able to
directly reduce B cell expression of CD80 and CD86 and that
this effect was reduced by the use of CTLA-4-deficient Treg or
Tfr cells (Figure 6C). Treg and Tfr cells were also able to effec-
tively prevent effector T cell proliferation when purified B cells
were used as stimulators and were similarly affected by the
loss of CTLA-4 (Figures 6D and 6E). This demonstrated that
Treg and Tfr cells shared similar suppressive mechanisms.
CTLA-4-deficient Tregs and Tfr exhibited significantly reduced,
but not a total loss of, suppressive function, suggesting that
CTLA-4-deficient Treg or Tfr cells might retain other suppressive
mechanisms in vitro, although this is not sufficient to prevent
in vivo autoimmunity (Shevach, 2009; Yamaguchi et al., 2011).
We also confirmed that Treg suppressive function on B cells
was efficiently blockable by anti-CTLA-4 Fab (Figure S6) and
that the Treg/Tfr-dependent depletion of CD80 and CD86 was
specific as other factors such as CD40, MHC-II, and CD69
expression and B cell proliferation were not affected by Treg
cells (Figure S6). Conversely, B cell CD25 expression was slightly
enhanced by the addition of Treg cells; the mechanism for this is
as yet unknown but might conceivably affect IL-2 availability.
Role of B Cell-Specific Expression of CD80 and 86 in Tfh
Formation
To further probe the role of CD80 and CD86 in Tfh formation, we
investigated the formation of Tfh and germinal center B cells in
CD80- and CD86-deficient mice. As expected,Cd80/Cd86/
mice were deficient in the Tfh cells that normally form in the
Peyer’s patches (Figure 7A). In order to confirm the role of B
cell-specific CD80 andCD86 expression, we used transfer of
WT CD45.1 B cells into Cd80/Cd86/ recipients and found
that transfer of CD80- and CD86-expressing B cells alone was
sufficient to induce the formation of Tfh cells as measured as
either Bcl6+CXCR5+ or Bcl6+PD1+ cells, whereas transfer of
the same number of Cd80/Cd86/ B cells had no effect (Fig-
ure 7B). While the numbers of Tfh cells were low, probably due to
the relatively small number of WT B cells that were able to suc-
cessfully implant into nonlymphopenic mice, Tfh formation was
significantly increased (Figure 7C). This is in agreement with
previous findings and demonstrates that this mechanism is not
specific to viral infection (Salek-Ardakani et al., 2011). We also
observed that CD45.1+ WT donor cells formed germinal centers
and expressed Bcl6, whereasCd80/Cd86/ host B cells cells
did not, suggesting that B cells have some cell-intrinsic depen-
dency on their expression of CD80 and CD86 in order to differen-
tiate into germinal center B cells (Figures 7D and E).
DISCUSSION
The role of Treg and Tfr cells in the control of the immune
response to foreign antigens has proven controversial (Wing
and Sakaguchi, 2014). Previous studies examining depletion of
total Treg cells have reported that Treg depletion might (Eddahric.
Figure 6. CTLA-4 Dependent Treg Control
of B Cell CD80 and CD86 Expression
(A) BALB/c DEREGmice were treated with 1 mg DT
i.p. at days1, 3, 6, and 8, and vaccinated i.p. with
100 mg NP-Ova in Alum at day 0. Time course of B
cell CD86 expression following Treg depletion.
(B) CD86 and CD80 expression on both CD38-
negative (germinal center) and CD38-positive
(naive/memory) B cells at day 10 after initial Treg
depletion (DEREG), or in CTLA-4flox/wt heterozy-
gous FIC hemizygous male mice, or 7 days after
initial anti-CTLA-4 treatment. n = 4 representative
of three (DEREG) or two (anti-CTLA-4, CTLA-4flox)
separate experiments.
(C and D) Tregs and Tfr were isolated from female
BALB/c CTLA-4flox/flox, Foxp3Cre ±, Rosa-RFP (Cre
reporter)mice.RFP+CTLA-4KOTreg/TfrandRFP
CTLA-4 sufficient Tregs/Tfr were purified by FACS
ARIA-II on the basis of CD25 and GITR positivity or
CD25, GITR, CXCR5, and PD1 positivity respec-
tively. (C) Effect of Treg/Tfr CTLA-4 on B cell
expression of CD80/86. Purified splenic CD19+ B
cells (1 3 104) were incubated at a 2:1 ratio with/
without CTLA-4 KO or WT Tregs or Tfr and 10 mg
anti-igM, 10 mg anti-CD40, 20IU IL-2, and 0.5 mg
anti-CD3 and for 3 days before assessment of
CD80 andCD86expressiononB220-positive cells.
Numbers on histograms show MFI (median fluo-
rescence index). (D) CD4+CD25 T cell (Th) prolif-
eration. CFSE-stained CD4+CD25 cells (5 3 103)
were incubated with anti-CD3 and a 1:2 ratio of live
Bcells in thepresence/absenceofdifferent ratiosof
Tregs or Tfr for 3 days. T cell proliferation assessed
by CFSE dilution. Number on histograms repre-
sents percentage of divided cells.
(E) Dose dependence of Treg to Th ratio. Repre-
sentative of two separate experiments carried
out in duplicate. p values in (A) are from two-way
ANOVA comparing DEREG and WT mice. Bars/
lines represent mean + SEM. See also Figure S6.
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Role of Treg CTLA-4 in Humoral Immunityet al., 2006) or might not (Leo´n et al., 2014; Ludwig-Portugall
et al., 2009; Ludwig-Portugall et al., 2008; Morgan et al., 2003)
enhance responses to foreign antigens. This is also the case
with Tfr cells with both enhancement (Chung et al., 2011; Liu
et al., 2014; Vaeth et al., 2014; Wollenberg et al., 2011) and inhi-
bition (Linterman et al., 2011) of specific immune responses
observed in models evaluating the effects of Treg cell-specific
loss of the critical Tfr differentiation or localization factors such
as Bcl6, CXCR5, or SAP.
We have found that temporary depletion of Treg cells leads to
enhanced primary and secondary vaccine responses but that
longer-term depletion of Treg cells reduced the total number of
epitope-specific Tfh cells, despite an overall increase in Tfh cells.
Additionally, we observed that in either long-term Treg-depleted
mice or CTLA-4 CKO mice, the percentage of the proportion
of antigen-specific B cells within themwere reduced, while over-
all proportions of germinal centers increased. It is likely thatImmunity 41, 1013–1025, Dealthough short-term depletion of Treg
cells might enhance availability of costi-
mulatory molecules such as CD80 and
CD86, enhancing antigen-specific Tfhformation, more prolonged absence of Tregs leads to a loss of
immune homeostasis and uncontrolled expansion of nonspecific
and polyclonal Tfh and B cells, which might outcompete the an-
tigen-specific response. This suggests that Treg cells play a
finely balanced role: while antigen-specific Treg cells might sup-
press the relevant response, polyclonal Treg cells are critical for
the maintenance of immune homeostasis. Interestingly, in the
setting of mucosal immunity, transfer of antigen-specific Treg
cells suppress, whereas polyclonal Treg cells enhance specific
antibody production (Vendetti et al., 2010). In addition, different
schedules of DT treatment in DEREG mice appear to either
reduce or have no effect on the avidity of responding tetramer-
positive CD8 cells (Pace et al., 2012). Attempts to modify Treg
function in order to enhance vaccination against foreign or self
(or tumor) antigens must consider that the timing and duration
of Treg depletion might be critical to the outcome with the pos-
sibility that prolonged polyclonal depletion of Treg cells mightcember 18, 2014 ª2014 Elsevier Inc. 1021
Figure 7. B Cell-Specific Role for CD80/86 in Tfh and GC Formation
(A) Tfh formation in the Peyer’s patches of WT and Cd80/Cd86/ mice. Representative of three separate experiments.
(B–E) CD19+ B cells (1 3 107) isolated from CD45.1 mice were transferred intravenously into Cd80/Cd86/ mice, which were vaccinated the next day with
100 mg NP-Ova, and analyzed at day 10 postvaccination. (B) Representative data and (C) summary of Tfh formation in recipient mice. (D) Germinal center B cell
formation in recipient mice and GC formation by transferred WT B cells in Cd80/Cd86/ mice. n = 3 representative of two separate experiments. Bars
represent mean + SEM.
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Role of Treg CTLA-4 in Humoral Immunitycause a loss of immune homeostasis detrimental to the desired
antigen-specific immune response.
The Treg depletion mechanism used in this study does not
differentiate between the contribution of Treg cells and follicular
resident Tfr cells, although we found that Tfr cells appear to be
slower to recover from short-term Treg depletion. Because the
effect of Treg depletion on B cell CD86 expression was visible
as early as day 3 post-Treg depletion, a time point prior to the for-
mation of significant numbers of Tfr, it seems likely that follicular
nonresident Treg cells exert early CTLA-4-dependent control of
CD86 expression, which allows them to affect the initiation of Tfh
and germinal center formation while Tfr cells act at a later stage,
controlling the expansion and resolution of already formed
germinal centers. Because Treg cells are the source of Tfr cells,
the line between them is likely to be blurred because Tfr precur-
sor Treg cells might exert suppressive function on the DCs and
cognate B cells required for their conversion to Tfr cells, which
prevent the APCs from assisting Tfh formation. The exact divi-
sion of labor between Treg cells, other than as a source of Tfr
cells, and bona fide Tfr cells to control humoral immunity is a
question that must be addressed in future studies.
Despite possible contributions of a number of mechanisms by
which Tregs/Tfr suppress humoral immunity, we have shown
that in the absence of CTLA-4, other potential Treg and Tfr-sup-
pressive mechanisms, such as production of IL-10 or transform-
ing growth factor-b (Linterman et al., 2011), are not sufficient to
control GC formation, suggesting that theymight have a second-
ary role in fine-tuning the response (Yamaguchi et al., 2011).
Potentially, CTLA-4 blocking might prove more efficient than
Treg depletion in generating antigen-specific Tfh as it removes
the key Treg suppressive function while still providing some con-
trol over IL-2 availability that might otherwise suppress Tfh for-
mation (Leo´n et al., 2014). However, it is clear from widespread
Tfh formation in scurfy mice that in the absence of Treg cells,
high IL-2 availability is not able to totally prevent Tfh formation
(Chung et al., 2011).
Previous reports have identified that IL-4 produced by Th2
cells is particularly sensitive to either Treg depletion or total
loss of CTLA-4 expression in full CTLA-4 KO mice (Bour-Jordan
et al., 2003; Tian et al., 2011), suggesting that IL-4 produced by
Th2 cells might drive IgE production. However, more recently, it
has become clear that Tfh cells might be the primary T cell type
driving antibody production (Reinhardt et al., 2009) and are
capable of producing IL-4 (King and Mohrs, 2009). Furthermore,
loss of IL-4 production by Th2 cells has been observed to have
little effect on IgE while a selective deficiency of Tfh IL-4 produc-
tion profoundly inhibits IgE production (Harada et al., 2012;
Vijayanand et al., 2012). We have observed that Tfh cells from
Treg-depleted mice produce high levels of IL-4 and that IL-4
production by antigen-specific Tfh is enhanced by CTLA-4
blockade. This leads us to suggest that while both Th2 and Tfh
cells secrete IL-4 in the absence of Treg cells, Tfh-derived IL-4
might be a critical factor in the hyper IgE observed in Treg-
depleted or CTLA-4-impaired mice because of their follicular
localization. Interestingly, anti-CTLA-4 antibodies have also
been used in several infection models: protection is observed
against the helminth Nippostrongylus brasiliensis (McCoy et al.,
1997), but not Mycobacterium bovis (Kirman et al., 1999). It
seems likely the effect of CTLA-4 blocking on IL-4 productionImmby antigen-specific Tfh and the resultant IgE responses might
explain the sensitivity of helminth infections to anti-CTLA-4
treatment.
In conclusion, we have found that Treg cells, via CTLA-4,
modulate Tfh formation and consequently primary and second-
ary B cell responses. The loss of control of both Tfh and GC
formation in the Treg CTLA-4 CKO mouse demonstrates that in
the absence of CTLA-4 expression, Tregs and Tfr are unable to
restrain the germinal center reaction and Tfh formation. As
such, we believe that CTLA-4-dependent suppression is the pri-
mary mechanism used by Treg and Tfr cells to control humoral




BALB/c and C57BL/6 mice were obtained from CLEA Japan and maintained
under specific pathogen-free conditions.
BAC transgenic Foxp3 DTR (DEREG), Foxp3 fusion protein DTR-GFP (FDG),
CTLA-4flox, Cd80/Cd86/, Foxp3IRES-Cre, Rosa-RFP Cre reporter, and
hCD2-IL4 reporter mice have already been described (Harada et al., 2012;
Kim et al., 2007; Lahl et al., 2007; Wing et al., 2008).
Experiments were conducted with mice of at least 6 weeks of age, except
where noted, and were conducted in compliance with Osaka University
regulations.
Vaccinations
Mice were vaccinated intraperitoneally with 100 mg NP-Ova or 50 mg NP-
2W1S-GFP mixed with 100 ml Imject alum (Pierce) in a total volume of 200 ml
on day 0 of each experiment.
DT receptor-expressing mice were depleted of Tregs by intraperitoneal (i.p.)
injection of 1 mg of DT (MerckMillipore) 1 day prevaccination and days 3, 6, and
8 postvaccination unless otherwise stated. Mice were analyzed at 10 days
postvaccination. In vivo CTLA-4 blocking was achieved by i.p. injection of
mice with 500 mg CTLA-4 blocking antibodies (clone 9D9: hybridoma, a kind
gift of James Allison) or isotype control (Clone MPC-11: BioXcell) on day 1
followed by 250 mg on days 3 and 5.
Flow Cytometry and Antibodies
Cells were stained at 4C for 30 min (1 hr at 37C for CXCR5 biotin). Intracel-
lular cytokine staining was carried out following incubation of cells with 50 ng
PMA, 500 ng Ionomycin, and 1/1000 GolgiStop (BD) for 4 hr 37C. Intracellular
staining was carried out by eBioscence intracellular staining kit according to
the manufacturer’s instructions. Antibody clones are listed in the Supple-
mental Experimental Procedures. Samples were collected on an LSR Fortessa
(BD) and compensation and data analysis was carried out with FlowJo vX.0.7
(Treestar).
MHC-II Tetramer Assay
Tetramer binding T cells were identified using 2W1S peptide: MHC-II I-Ab
tetramer as described previously (Moon et al., 2009;Moon et al., 2007). Briefly,
epitope-specific T cells were detected by incubation with 2W1S:I-Ab PE-con-
jugated tetramer (a kind gift from Marc Jenkins) for 1 hr at room temperature.
Cells were then washed twice before incubation with anti-PE microbeads (Mil-
tenyi Biotech) at 4C for 30 min followed by two further washes and then
enrichment by Midi MACS LS column (Miltenyi Biotech). The enriched and
depleted fractions were then stained and run on a BD LSR Fortessa cytometer
as described above. Tetramer-positive T cells were identified as Live/Dead
stainB220CD11cCD11bF4/80CD4+ cells.
ELISA
Serum samples from mice were collected by tail vein or cardiac puncture (for
terminal blood sample collection) and assessed for NP-specific antibodies
by ELISA. BSA-NP26, or BSA-NP4 (2 mg/ml: Biosearch) or 100 mg/ml, 45 mm
filtered, dsDNA from salmon sperm (Biodynamics) was used to captureunity 41, 1013–1025, December 18, 2014 ª2014 Elsevier Inc. 1023
Immunity
Role of Treg CTLA-4 in Humoral Immunityantibody either total or high-affinity antibody and anti-igG, IgG1, IgG2a, IgG2b,
IgG2c, IgG3, or IgE-HRP (Southern Biotech) were used as secondary anti-
bodies. Arbitrary units were calculated by comparison with pooled samples
from vaccinatedmice. Total/high-affinity antibody ratioswere calculated by di-
vision of arbitrary units from ELISA with BSA-NP-30 and BSA-NP4 used as
capture reagents. A TMBSubstrate Reagent Set (BD) was used before reading
at 450 nm.
Cell Isolation and Sorting
Tregs were isolated from the spleens of BALB/cmice based on one expression
of CD4 CD25 and GITR, and Tfr were isolated as CD4+B220CXCR5+PD1+
CD25+GITR+ using a FACS ARIA II cell sorter (BD). B cells were isolated by
positive selection with anti-CD19 magnetic beads via a MidiMACS system
(Miltenyi Biotech) according to manufacturer’s instructions.
Cell Transfer Experiments
CD19+ B cells (13 107) were isolated fromCD45.1mice were transferred intra-
venously into CD80/86KO mice 1 day before vaccination. At day 0, mice were
vaccinated with 100 mg NP-Ova. Mice were then analyzed at day 10 postvac-
cination and cells were assessed by flow cytometry.
In Vitro Proliferation and Activation-Marker Expression
B cells were incubated with Tregs in the presence of 12.5 mg/ml LPS or 10 mg/
ml anti-igM and 10 mg/ml anti-CD40 and, 0.5 mg/ml anti-CD3, and 20/IU IL-2 to
activate and maintain Treg function. B cell activation marker expression was
assessed by flow cytometry following 3 days of incubation in RPMI media at
37C 5% CO2.
T cell proliferation was assessed by addition of FACS Aria sorted CD4+
CD25 T effector cells stained with 5 mM CFSE at a 1:1:2 ratio with CD4+
CD25+GITR+ Tregs, CD4+CD25+CXCR5+PD1+ Tfr, and CD19+ B cells as
APCs. Anti-CD3 was also added to provide T cell stimulation. Proliferation
was assessed following 3 days of incubation at 37C.
In vitro blocking of CTLA-4 function was achieved by addition of CTLA-4 Fab
fragments, at the indicated concentrations, made by digesting UC10 anti-
CTLA-4 antibody with the Pierce Fab preparation kit (Pierce) according to
manufacturer’s instructions.
Statistics
Comparisons between groups were calculated by unpaired Student’s t test
unless otherwise stated. *p % 0.05 **p % 0.01 ***p % 0.001 ****p % 0.0001.
All statistics were calculated by GraphPad Prism V6.02 (GraphPad Software).
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